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Peptides (cholecystokinin analogs) synthesized by solid-
phase techniques were purified by reversed phase HPLC on
preparative scale columns. Gradient conditions for optimal
separations were developed on various analytical columns.
These conditions were then applied to preparative columns
containing the same packing material. Practical aspects of
successful scale-up considering sample loading, flow rate, and

radient conditions will be described. Purity of the recovered
eptides was established by analytical reversed phase re-

chromatography as well as by amino acid composition analysis
PICO-TAG.



Cholecystokinin (CCK) -Octapept±de

-induces satiety

-st±mulates prancreatic secretions

of digestive enzymes

-neuropept±de in brain local±zecl

in dopaminergic neurons

Nature 274: 7tt, t978.



ANALYTICAL PEPTIDE SEPARATION

Synthetic Peptide
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CCK Antagonist

NapLhoyl-Tyr(SO3H)-Nle-dAla-Trp-Nle-Nle-NH 2

- inhibits pancreatic secretion

Am. d. Physiol. 247: G26t-13264. 1984.

- synthesized by Pept ide

Technologies Corporation,

Washington, DC



PEPTIDE SEPARATION ON 30u VYDAC C_8

Synthetic CCK Antagonist
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PEPTIDE SEPARATION ON uC_8

Synthetic CCK Antagonist

A: O.tZ aq TFA

B: CH3CN, O. tZ TFA 25ug
O-50Z B, 30mtn, 2m]/mtn
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OPTIMIZATION OF PEPTIDE SEPARATION

Synthetic CCK Antagonist

uCtS, 3.9mm X t5cm I_
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DETERMINATION OF PREPARATIVE FLOW RATE

I. Measure the void volume of the analytical column.

L
2. Calculate the linear velocity, u =--

tm

3. Estimate the flow rate of the preparative column based
on the following equation:

2
Op

prep flow rate = Da 2 x analytical flow rate

4. Determine the actual linear velocity of the preparative
column at 3 flow rates near the estimated flow rate.

5. Plot linear velocity vs flow rate and determine the actual
preparative flow rate.



Determination of

Preparative Sample Amounts

_. Calculate loading based on the

amount of packing.

2. Calculate loading based on the

co lumn geometr ±es.

Dprep2Lprep
prep sample = anal sample x

Danal2Lanal
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PREPARATIVE PEPTIDE SEPARATION

Synthetic CCK Antagonist
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HASS RECOVERY OF CCK ANTAGONIST
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PREPARATTVE PEPTTDE SEPARATTON

Synthetic CCK Antagonist
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RECHROMATOGRAPY OF PEPTIDE FRACTIONS

Fractions t4 t9 24 and 26
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SCALE UP OF PEPTIDE SEPARATION

analytical vs preparative

CCKAntagonist

uCI@. 3.9mm x t5cm
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PREPARATIVE PEPTIDE SEPARATION

Synthetic CCK Antagonist
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PICO TAG

PIERCE H STANDARD
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AMINO ACID ANALYSIS

CCK Antagonist
tO0 -


